Generating knock out lines using ends out targeting and CRISPR
In order to generate Tm1null, we took advantage of ends out targeting method (Gong and Golic, 2003) . The 135 basepair gene region that is common to all isoforms was targeted for deletion using left arm primers (Fwd: 5' GTTGGCCTTCTAGCTTTCTG 3'; Rev: 5' GACAAACGTTCGATGGACGA 3') and right arm primers (Fwd: 5' AGTACCACGTTACCATCTA 3'; Rev: 5' GGTCCCAGTTATGGATTCCA 3').
The left and right arms were amplified using above primers and w 1118 genomic DNA as the template. The two ~3kb fragments were inserted into pW35 vector using Infusion cloning (Clontech) and was verified by sequencing. The cloned plasmid was amplified was injected into w1118 flies (Bestgene). The flies were crossed to hs-flp hs-ISceI /CyO and heat shocked to excise and linearize the common exon targeting insert. Successful deletion/replacement with w+ was confirmed by PCR. For generating CRISPR Tm1null line, two guide RNAs (Tm1-Start: ccatcgaacgtttgtcttatagG, Tm1-End:
ctacgaattcatatagtctacgg) under U6 promoter were injected into Cas9 expressing flies (Rainbow Transgenics). Sucessful deletion was verified by PCR and antibody staining.
